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Figure 1 
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Figure 2 



Nick Translation 
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Figure 3 
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Extension and Displacement 
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Figure 4 



Gene-Specific Primer Extension using DNA Polymerase 
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Figure 5 

Extension Displacement Transcription In corporation (EDT\) 
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suiting in zero enzyme activity 

V GCTAACTGAGCA CAQ G A T G A C C -3' NH2 CYPwt( + )A2B24,22mer,54%GC. Tm=63-64C 

5'-GCTAACTGAGCACAGGATGACC (A)30-3' NH2 CYPwt( + )A2624(A)30-3'NH2 

5CTAACTQAGCACAQGATGACC (A)30-3' NH2 CYPwt( + )A2625<A)30-3'NH2 

5CTAACTGAGCACAGGATGAC (A 30-3' NH2 CYPwt( + )A2625b(A)30-3'NH2 

5'GCTAACTGAGCAC - GGATGACC-3' NH2 CYPmut W A2624,21mer,57%GC. Tm=61-63C 

5GCTAACTGAGCAC - GGATGACC (A)30-3' NH2 CYPmut( + )A2624(A)30-3'NH2 

2 'B' Allele, CYP2D6*4, G1934A, Spliceing defect resulting in zero enzyme activity 

A wt Probe - CYPwt(-)B1 922 (C/A to mut at base 5) & CYPmut(+)B1 922 (A/C to mut at base 1 3) 

1934 _ „„„ 

NH2 3'-GAGGGTGGGGGTCCTGC-5' CYPwt(-)B1922,17mer.76%GC, Tm=66C 

Kr T §- c A A C c C c C C C C C c r A G G A A C C G G 5 N N H H 2 2 %^^U«C.T^0C 
I cCCrTACCCG^ATCTCCCACCCCCAAGACGCCCCTTTCGCCCCAACGGTCT-a' Mut( + ) 

B.CYPwtHB1930(C/Atomutatbase13)and J^W™W™«** KQ * CYPwt(-)B1930. 17 mer. 7 1%GC, Tm=56C 

NH2 JS«0 GGGTCCTGCGGGGAAAG-5' CYPwt(.)B1930<A)30-3'NH2 

3 -(A)30 °^;^;^ CCCCTTTC . 3 . NH2 C YPmut( + )B1930.1 7mer,65%GC, Tm=54C 
5'. C C C A A GACGCCCCTTTC (A)30-3' NH2 CYPmut( + )B1930(A)30-3'NH2 

3. 'q"|llele, CYP2D6*9, G2702-A2704 deletion, decreased enzyme activity 

ft V GCAGAGATGG A OA A GGTGAGAG-3' NH2 CYPwt(+)C2691 ,22mer,55%GC. Tm=60C 

n 5'GCAGAGATGGAGAAGGTGAGAG (A)30-3' NH2 CYPwt(+)C2691 (A)30-3 NH2 

, 5°cJgJgATGGAGAAGGTGAGAG A)30-3' NH2 CYPwt( + )C2692(A)30-3'NH2 

5'GCAGAGATGGA- - - GGTGAGAGTG-3' NH2 CYPmut^egi.Zlmer.BT^GC, Tm=60C 

4 '^Allele CYP2D6*7, A3023C H324P amino acid change results in zero enzyme activity 
' ^ wt Probe - CYPwt(-)E3009 (VC to mut at base 5) & CYPmut(+)E3009 (C/A to wt at base 1 5) 

s 8 !l * 3023 



3023 

!•» nhp-VCGAGTACTAGGATGTAGGC-5 1 CYPwt(-)E3009,19mer,53%GC,Pred Tm=57 

B. CYPw«(-)E3018 (T/C to mut at base 14) and CYPmutWE301B (CJT to wt at^B) q t c ^ CYPwt( . )E 3018,19mer,58%GC. Tm-60 

p'rrTAriTCCGGATGTGCAG-J CYPwt(+)E301 8- Target 

S'-CCTACCTCCGGATGTGCAG-J NH2 CYPmut( + )E3018.19m e r, 63%GC, Tm=62C 

i % GGATGGAGGCCTACACGTC-5' CYPmut(-)E301 8- Target 

5. 'G' Allele, CYP2D6*8, G1846T, Stop codon. zero enzyme activity 

5--CACTCCQQTQQQTQATQQ (A)30-3' NH2 C YPwt( + )G1840(A)30-3;NH2,18mer.67%GC l Tm=60 

,, rTrrrrrrTTCGC CACTCCGGTGGGTGATGGGCAGAAGGGCACAAAGCGGG-3 
rGTG"cGCCTTCGCCACTCCTGTGGGTGATGGGCAGAAGGGCACAAAGCGGG.3 



Exon 3 end 



•1846 



TA,.e,e.CYP2D6-6.T 1795 de^ CY X)T178 5l 18 me r.67%GC.T m= 59-61C 

5'-GCTGGAGCAGTGGGTGAC (A)30-3" NH2 CYPwt(+)T1785(A)30-3'NH2 

5°CTGGAGCAGTGGGTGAC A 30-3" NH2 CYPwt( + )T1786(A)30-3'NH2 

5-QcJgGAGCAG-GGGTGAC -3 NH2 CYPmut W T1785,17rner l 71%GC, Tm=58-60C 

5'-GCTGG AGCAG ■ GGGTGAC (A)30- 3 - NH2 CYPmut( + )T 1 785(A)30-3'NH2 

I 177-, 5^CTGGAGCAG - GGGTGAC A 30-3' NH2 CYPmut( + )T1786(A)30-3'NH2 

Jrrcc AAGAAGTCGCTGGAGCAGTGGGTGACCGAGGAG6CCGCCTGCCT-3' Wild Type ( + ) 

2D6/2D7/2D8 Controls - The 2D6/7/8 probes were designed in the 1600 region of the 2D6 gene. The purpose of the desfcns was tc .find 
regton somewhe e bleen the PCR primers were it would be easy to discriminate between 2D6 and to two P»«*W>"«< 207 and 2D8 - 
T^TpuIpose onhe designs is to demonstrate that the PCR amplicon Is from the 2D6 gene, not one of the pseudogenes. 

5'-GACCAGGGGGAGC - ATAGG (A)30-3' NH2 CYP2D6wt(+)1607(A)30-3'NH2 
5-GACCTTGTGGAGCGCCAG (A 30-3' NH2 CYP2D7wt( + )1607(A)30-3'NH2 
5'-G ACCAGGA AAAGC - ACAGG A)30-3' NH2 CYP2D8wt( + )1607(A)30-3'NH2 

1803-1 5'-G ACCAGGA AAAGC - ^^W^^^^f^^^ 
5'-G GGAGACCAGGGGGAGC - ATAGGGTTGGAGTGGGTGGT-3 2D6 + 
5'-GGG AG ACCTTGTGGAGCGCC AGGGTTGGAGTGGGTGGC-3 2D7 + 
5'-G GGAGACCAGGAAAAGC - ACAGGGTTGGAGTGGGCGGC-3 2D8 ( + ) 

. Pos/Neg Control probes- These probes were designed as true positive and negative control probes. They consist of the same 
semi-random sequence, with the positive control probe having a 5* Biotin. 

Rlotin ATCATTCCAATCATCCATATCATC (A)25-3" NH2 CYP( + )ran(A)25-5'Blotin,3'NH2 
5 Biot.n- ATCATTCCAATCATU catatcatc ^ ^ CYp(+)ran(A)25 . 3 . N H 2 



